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S3S (54) Title: MEDICINAL USE OF HI STONE DEACETYLASE INHIBITOR AND METHOD OF EVALUATING ANTITUMOR 

5=5 EFFECT THEREOF 

(57) Abstract: Remedies for prostatic cancer and malignant lymphoma comprising FK228 or its salt as the active ingredient; and a 

^— method of evaluating the antitumor effect of a histone deacetylase inhibitor characterized by comprising at least the step of treating 

= test cells with the histone deacetylase inhibitor and the step of measuring a change in the expression of a specific gene in the test. 

= cells before and after the treatment with the inhibitor and comparing the expression doses thus measured. 
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(II) 



ZZktfn&ZtiX^Z (SttflMTttSblz:**:, i£ 

■ 3 (M¥7-6 4 8 7 2#45tflU H. Nakajima b, Exp. .Cell Res. 241, 126- 

. 133 (1998)) zki>m&&ftx^z>)„ L^u^^b, mk-syovumm®)^ 

*T$>5 (M.S. Finnin b, Nature, 401, 188-193 (1999)) 0 

K£<>xttcb£tiz>m&&)ft&y!>%>%;te, ? v^^ymmmkxhZo 

15 ^^fltJt©a/J>¥*ttts t^h^8*#: (H2A. H2B, H3WH4, &2 
^Tt^h^) 1 4 6 b p©DNA)5U. 8 (^###V>fc^ 

DNAift£f1MH-3£tfcJ;!K I^*y-A*l36"«r5fc^b LWS 0 k* 
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36as^FftSEts&5i:#*.fetLTV^5. tot, t * h v©«fc7-fe?7Wbtt, -© 
Tir^/Wb^^ ^©M^n^>-$|jiM{t;$«©;&\ ^tifc 
10 ^bhjMj&s^. 

jWo^hjs^i*^ »-r « - 1 , $ £> t a ira^s & § wjg ©ate^s en© 

20 ^xT*^7-^ia*^J©tn^a^**ffliii-s^Sr«ii: Lr*»W*^-f 

(1) 5$ (I) 
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-CSSftSflS^ift (ETFV FK2 2 8 fct>fM"5 ; SB?lJ*fS?iJ#-5§-5) s #K5£ 

(II) 



5 T^^tta-fb^fe (£*T> FR901228t ^tzi^O^^ 
10 (3) FK2 2 8h WICS;FR 9 0 1 2 2 SfcttWifP^SjxSfiflci^WI" 
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(II) 
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(4) -f v\?tf\c&tthfcmmfcm* : %irz>^b*:mWit-tz>, ±ib (3) icia 

5 (5) #Sba©FK2 28, #^S:FR9 0 1 2 2 8^|f (^t5r 

(6) iitfj£M^£ik ^fc{lT«y v/N 0 KW(D^t4y >^it^»jo^at 

OS©FK2 2 8, Hi:^FR9 0 1 2 2 8©tffl„ 

io t***t^ii#i ^tt s s> ±13 (6) mmofcifto 

(8) ±IB (3) ^|B«©«M»ffl^a^i3j;t)«^^^m^^BU 

(9) _h|B (3) KfBii^TM&y ^ll^©Stty V^Bf&ie/BEMj» 

(11) #£<£iteWp 2 ljt^*5£^/^fcttc-my cjt^-efe^± 

IB do) \zWM<o^^yy^r±^v-^U^n<o^mM^<on^^o 

(12) #^<DMeK^P 2 lfeit^/^fcflc-my c-Cfc5±IB (10) K 
25 (13) t 7 f yfTtf 7-^raW 5 SF K 2 2 8 , F R 9 0 1 2 2 8 

xMisnz>\k&m, %tz\±Z(Di&xhz>, ±1B (io) ~ (12) m^-ftifrfc 
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(14) ±ta do) ~ (13) <D^*iMLWfa<Dwmm%$k<Dmmj5%k*m 

(1 5) FK2 2 8<DX®¥m<D&mk%y)nzto&*t:nz*mv&<>x,-& 
5 fc< th, 

®fk2 2 8m&&mmn&&£VFK2 2 8imwmtomt:FK2 2 st* 

10 (i) FK2 2 8^Iia HOB3|»U IOFK2 2 SiSttll 

( i i ) F K 2 2 8 T*©»»te £ t> *©*5i^*JP.U IOFK2 2 8 JfiSttM 

(i i i) FK2 2 8T*©^a^J;t)-tO|ga^M^L, IoFK2 2 8M 
15 WMT»^X<jl^ttlM|llA^fiv^ *>5V^ 

(iv) FK2 2 8TO»j;HMW>U IoFK2 2 8«I 

20 Blft, FR 9 0 12 2 8©t H4MW5^IiM»^7 

0 2 f* N FR 9 0 1 2 2 8©k h D ^JJifC^-f 5^*86***-*-^ 7 
25 7T'fe5 0 Mfi£#v #ttfim3ttM&ra&®£i§Bft& 

H3tt, FR 9 0 1 2 2 8©t httftjftft ( (a) ; PC - 3) 
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mm ( (b) ; a c hn) wt^wii^t^^fw, mmt 

5 H4li, FR9 0 1 2 2 8©^yifho^lt5p211fifMW 
5#lS:*t^7 7ffc5 (PC-3M, ACHNtt) 0 

(a), (b) ;mmnp 2 im^^&^mnm^Ltch<Dxh^ ^ 

mmt±FR9 O 1 2 2 8 tommm (hr) &^LW6 0 
(c) ; ffiilip 2 lit^^m*?r*^Wt^Lfct>(0T-&5 o 
10 m5l-± s FR 9 0 1 2 2 8 ;/ tf^&tf 3 p 2 1 it£H^ga*5 £ ^ c 
-my citfg-^lgiat^i-Sf^ffl^^-r^^^T^S (PC-.3|Bfl£ N AC 
HN«) 0 mmtp 2 1 &5^|ic -my c jtlE^©3j§mfi£*B#|$^ 
Lfct>(D-efc,l9, tittFR9 0 1 2 2 8 fc®^ LT/Jvf, <£>jjgilfl#j?g ( h 
r) £r:^LTV^ 0 

(i) T-i$ti5Mfei (FK2 2 8) -£tcn^(Dm.*<e;tto sfc (i) >fb-a-. 

^O^T-b, »£L<te5£ (II) T^$ti-5*#:^tt^-efe5ft:-^# (F 
R 9 0 1 2 2 8) -CfcS, itife^^-a-^/^^^fc^ hv^r-fe^y-if 
20 Pl^tt^L (Nakajima, H. h ; ±$ (1998)) ,'#CFR 9 0 1 2 2 8 <D 

*I»#<J\ 1$fc:»r*>©ftM8*K ¥tFK2 2 8 irV^m^^tt^ (II) 

25 FK2 2 8*fctttol|4 % ^©««^*5, A^pT«T*>5. «jfctf, F 
K2 2 8©4*^©-oT*fc§FR 90 1 2 2 8ft, ^fb^gMls? 5? v 
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MW&mi&'tZZ.biz.XvXnzz b&X°%5 0 fr 9 0 l 2 2 8&&SU5 5 

7t^WB9 6 8 (FERM BP-1968) WbJi5. FR90 12 
2 8H:J;t)AfrWtW:#^5p7_6 4 8 7 2^ CttJfrfeBttfM 9 7 7 1 3 8 
•5 ^#R^SB*oi:*Jt)H:UTSK^®^b^S::i:^Tt5 0 FR90 12 

^/^^y !>A«fcjiii-«0t!ic*>e,©|gijR35SflF*.u^ *bft«»«ia#^ 

g&5V>f*4>&< Tl-fr£:V^^T?> ^fcSV^^J&OFR 9 0 1 2281) 
£fcWflJT*fc5 0 |r!^(CFR9 0 1 2 2 8»FK2 2 8toV^t>, 
10 ^©^ftfciDH^fifcx «t*?^fl£«Jfctt Khan W.Li, 

bfc ioT^#$^XTV>5^ (J. Am. Chem. Soc. , vol. 118, 7237-7238 

(1996)) \zmcxmm'r?>zb&-?%z> 0 
fk2 2 8ii, ttmmm* & x u-m^icm-^ < it \$mm 

25 tt^©5i^.tt#:Sr^ri-§- k&foZtf (MtfFR 9 0 1 2 2 8) v Zflb 

££>^ FK2 2 8 N FR9 0 1 2 2 8*7t{±^tlfeO^©tefP-fb^ (0S 
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5 ^ mmmmzk, mmmm^ asanas**) ^assfta-fc***-*-*. 
xmwoffi&mmftmmtezwMm v*mm$mtt. mm^t u©fk 

15 ^•e«ffiT^5 0 mstt^ft, mk mm, ^-y hfik t>^^n, 

tcMmm<D s m%<D, mm&x\ git i-cwt 1 5 s^tiwt § r i: 

ftx%Z> 0 Ht^ i&Ufcbfi, JUb^iJ. ££#k ii#^J^«fflbTt>J:v\ r.H 

20 fc«MbLfc^M0M3i£tT 9 rHT'tS. FK2 2 8 ft 

B^m 2 $>fci9 FK2 2 8©iT'l 0*0. 1-lOOmg, $ff L<ttl~5 
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0 m g s MfcjJS L<tt5~30mg LXB^^Wt S c 

• fb£4&«:£t?„ *^l-fi> »FK2 2 8£fcfi^<D:|£^©JPgft: (09*. 

W£>*15. h y 37?f VA^ fg^-7- h y !7 A, suberoylanilide 

15 hydroxamic acid ( S AHA) N MS — 2 7 5 X Cyclic hydroxamic-acid- 

containing peptide, Apicidin, Trapoxin t ^ h ^77*^7^' ^ISfi- 

(i) ^liiSrk^ hi/77-fef 7-«llTt?Mt5ISi:; •( i i) 

20 mmmM^mmm^bm^mm^mn^mm^^^^om^^^/^ 

25 

10 



WO 03/015810 PCT/JP02/08355 

tcM^5iT«^ i^fr*)*^-^ K«^^5±T\ m-©bi»m# 
fe^t#5^»^*U SR*3WUfiSrS**»iai: ltffl^5ii^ftT?*5. 

.»fc«Rtt*<* PEG 4 00, 1 0%HCO-6 0m 

20 r^7-im*?M©*&fis o . ooi~iooonMjni<fto; 

O 1~1 OOnMv »fc#*L<f±0-. 1~1 0 nMtfcO; i^±oT^ 
MriftKWU *R3R59*f^/*U W&fflv^r £<b&5o 

25 fcHxl0 3 ~lX10 6 ^ |fJL<H:lxi0 4 ~lXl 0 5 i@M-efc3„ 
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mm<D n £ o xma r> > ati-ipo 0* t < m -72 b#rot? 

©to31i*Ma«KrtfetiS. RK»l»I&t±N 3 7°C, 5%C0 2 +9 5% 

5 (i i) mu^ommm^hm^mmx-m^mmm^n^^om^is 

(D±WB (i) ttgfcftl&frt:* Kyf7tf7^- tfRa*3«^«ia-f5l8 % <D^X 

LtzWi. m&tmm&frh±&<i)kmmzLX3&fc^ utmRNA, £fcteg 
15 esr&ttffi-rso 

ny?-fZ>ZLbfttot>flX^Z>« c-my c JHK^tttfcrtg &Rfc=»- K LT*3 

ori^b^ ^(om^m^(omf^MM^(om^mu^^x\r^ 0 
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nwaaifcstfa-!) =**fcr±#y** v^k^w .tttfji-^tate^© 

20 #P*p— *v>£i#* * ;^ B ^;kW it/^^©ii« 

#mmffl*t><o*&** ^mRNAottw> 4f>titfcfie«©ttiiitts 
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W»^^*^^M^^i-^^^*iJif-f-S itm^o p 2 1 it 
• Sfi*^Ltn:llt«a*SrWi-Si:^J»f^5o c-my citfi* 

. Sb*©^»IOT«Bi:*So 

20 flig§£&©f*SI«03v\ ^©Sbm^P^J:^ ttfttXhyfTtf 

J: 9 , ©na^Ffflw'M^o^WHttSr^llH- 5 - t#*T?# 5. 
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CD F K 2 2 8 jftSttmHU&tt <fctf F K 2 2 8 ffi^tttMM^ F K 2 2 8 T**0; 
>r7?FK2 2 8 jggftffiftfflli& £ (is FK2 28IU oTtt*3»lfi<0*8*# 

i5Ki«ra:«i*»iaPC-336SWfcjL5. fcM<DMT*fc3 sc- 

'6t,FK2 2 8i$ttiiMOli-e^^ -*FK2 2 8 &tttttt$ffllfr& 
te N FK2 2 8C £ Stt»Jfc^i|»Wi§& fetl-fs F K 2 2 8 -Cf4K^- 

5A4 9 8t)FK2 2 8«Ii»Olitfc5. 
15 5Ig . 

20 (i) FK2 2 8 X<D#m\Z. ± 9 ^©3§?l;^n U loF K 2 2 8 

(i i) FK2 2 SX<D>?m\^&*)Z:(Dmm^m^ IoFK2 2 8iSttt 
(i i i) FK2 2 8X<Dmmz£*)Z<Dmm^'J>U IoFK2 2 8Ktt 
(i v) FK2 2 8t«iaH©M»U IoFK2 2 8i^tl 
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W*ffi'J><Dfi!bfr<Dm4k%&.U S.OFK2 2 8^S14"T?*>5^WC-?r©^ 
10 fHrffl^S. 

i 

15 (l) £34118 

FR901228 1> s ^$£(10%HCO-60/saline) SrAPXL> 

ttfifS, Ws^MWrn^^ y^^-fe/KPaclitaxel)^ |i«^SoX2 4- 
m g /m L S «t 5 Cremophor EL/ethanol (1 : 1) t N ftMUft bfc 0 

TO, 9fI©tltt7k^X.t«l2. 4mg/mL 5% 
20 Cremophor EL-5%ethanol-90% saline) t Lfc„ 

(2) Ultttfe 

KIlOttilKRKli^ 0*^— /l/^y^— ±9 BALB/cANnNCr j-nu/nu t 
25 (3) 

t (PC- 3 : JttH&A&W&^&ft^&fc"*^-^ 

««$J:9A¥) ^2~3xio 7 l@, 5?- K-v^^&T^^MitU JtS£Lfc@?& 
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( 4 ) nm&m&zvn&ft 

;&W»*Tfc#ttLfc. WMfcm (i/2xsgxlf 2 ) #io 

5 0-3 0 Omm 3 ^bfcB#^T\ l«6|Z5t£, BtfcOtf &o##fc< 

(5) S^- 

J»4>W*^rtSB (DayO) tJlW&Lfco FR 9 0 1-2 2 8 t»H4 0 
UK: 3 HI (q 4 d X 3K FR90122 8 Sr^jjlSrtS^- Lfc (3. 2*3 J; 1*1. 
10 8mg/kg) 0 WtmWto%>^ Vftt^Bi^ffiteS BW&m (q dX5) 
^v^y^ir/P&»ft$^L;fc (2 4mg/kg) 0 M.TOl'fis 'fgft 
(10%HC0-60/saline) ©^Srfi^Lfc (q4dX3)„ #S^Itf±0. lmL 
• /l 0 gMSr^P^MSbfc^S^^t^^tHbfCo fc*3 % FR90 122 
8©3. 2mg/kg/day (q 4 d X 3) *3 V 9*-*?V<D 2 4m g 
15 /kg/day (qdX5) fi^tb^tiOS^fF^Wfi (MTD; Maximum 
tolerated dose) T*fe5„ 

(6) mm-y-j x^i^i©^ 

X M#) tJiWl^D a y 0 ±'512 |H$lj£ bfc„ 

(7) fcmmji&vmm 

20 M*©*l5iMfi®5»li5it# (Relative Tumor Volume) 131 <fc •? ffffi tfc„ 

DayO fc*5rt5Ill&fleS3: 1 £ Lfc£.#<*\ *ftE*&©lffi*#SI 
•©««W«^-e*Ufc. »:««»*©2WJef4«*lOj9!#HlttA»b 1 4 0 g (Da 

y 1 4) Kiov^fTi\ (»««^) ©m»«iw[ap^*ri-sii^s4»© 

it (T/C%) ^50%^T"C*fc"9> Mann Whitney U-test T'^f^ 

25 (P<0.01) tffoZ>m&&m%}t Lfc 0 

|g*Sr0 1 l^i- 0 FR 9 0 1 2 2 8tt>f ^bfsJ?fc*5V^T x t MfriHtffc** 
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H»]2 

CD mmmm 

FR901228 Sr&Mtf 5 , Wife (10%HC0-60/saline) «*»tSr 
5 (2) HM^ 

HSdroSifltaSWR^ttx UT£ t) Fox Chase C.B-17/Icr-SCID. Jcl "7^7 

* (Its 6MSJ0 fclBAU — HRIEJLL©*fl:*iW«>8U ^l-ffi^fc„ 

( 3 ) £Mft , 

10 t ^^tt3HW&» (U 9 3 7 : HfbHite£x #JS^*-ft;¥W560f J: 9 A 

m &RPMI (10%FCS^f) T?#*U -r^trKPT'MftbfCo 

(4) £*3tf**5.J;tf#£tt 

•7^C^p^77?F &1 5 Omg/k gSrflftffirtfcS 

15 fitbfco miSB, 1P&6RE (nyfo^il 2 EE) \z s M©«bo 

(5) ta;^- 

8#tt££tt£B (DayO) fcUM&Lfc. FR9 0 1 2 2 8S^ilH 
*fc{i2HI > FR90 1 2 2 8Mrt^4Lfc (0. 1 ~ 1.. Omg/k 
20 g) 0 MRTO-te, (1 0%HCO- 6 O/s a 1 i ne) <£> ^ Lfc, 

(6) ffNW 

3£*fcBI 2 fc^-f „ 0 2 ( a ) « % F R 9 O 1 2 2 8 SrS 1 T\ H 2 ( b ) f± 
FR9 O 1 2 2 8 ^1 2 Tf«4 FR 9 0 1 2 28lWy 

H WJ 3 

( i ) mmmm 
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FR 9 0 1 2 2 8&i&gfiH-!K (lO%HCO-60/saline) fcflPX., SWft* 1 

£ & S «fc 5 Cremophor EL/ethanol (1 : 1) U ?MMW? $ ^ 9 W 

&Jll*.-C*f? 12. 4 m g /m L MM : 5%Cremophot BL- 
5 5%ethanol-90%saline) £ bfc 0 
(2) HM#J 

aSH©tt«aflW*fcf^ B#<^WW* BALB/cANnNCr j-nu/nu -7 

10 (3) ^uni 

t b#aWlltofflJ&t*13fc (AC HN : ATCCtUfK t 
ffiUttlX (PC-3 : ATCCiUf) §;2-3X 1 0 W-K^' 

(4) n»fna^«ttj«^»t 

**»ATK:IMtbfc. Mm, WW** (i/2xftftxfi« 1 )-#i-o 

20 »4-tt#^rtS0 (DayO) fcHttbfc. FR 9 0 1 2 2 8«#*lCtt4 B 
£t£3|3| (q 4 dX 3h FR9012 2 8*r»^Lfc (3. 2*3«fctfl. 
8tng/kg) 0 BH*«li««^5***^«*»ttBHlBaat (qdX5) 
-^V-^ y ***/ufc£JRrtifl!-£Lfc (24mg/kg) 0 »J»#fctt, (1 
0%HCO-60/s aline) 0^&&-£Lfc (q4dX3) D 

25 (±0. lmL/10g#l^B(«tfc*l^t^Mlfc o 
R9 0 1 2 2 8C3. 2mg/kg/day (q4dX3) *5 !> 
/V©24mg/kg/day (qdX5) |«WMTDit'fe5o 
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( 6 ) 4 xfc* i mmvmfe 

Hf-SiMX mm.) *5J:t/«^Day0J:'9M2|IiaiJ^Lfc o 

(7) mm®$k<nwm 

m^(DMm&&mnMm&$- (Relative Tumor Volume) \Z. J; V) f^fa bfc 0 it 
5 ^W^s D a y 0 K&tt 6M«» 1 t Ltc t t -^^©llWMSl 
Wffi^f"J^-e*Lfc 0 ^M»*C»¥lJ£^»J©^#ffl^^ 14 0 0 (Da 

y i 4) k:ov^x^TV\ MP <DffiM»K:*H- 5«iJ&-£i¥© • 

Jt (T/C%) ^ 50%^.T"efcP, d>0, Mann Whitney U-test X^MM 
(P<0.01) ^&5t§-££W$l<!: bfc. 
10 ^*^IH3^-t- 0 FR9 0 1 2 28|i3. 2mg/k g<Dg41t'PC - 3 
^V^m^ffi^Ufe (03 (a)).tf^ ACHN (HI 3 (b)) KMLXU 

(1) mmmm 

15 FR9012 28 &&gi:ff I? „ MB ( 9 .9 : 5 J • — /I') X* 1 m g /m. 

(2) n&itft 

t (PC — 3 jo it^ACHN) ttDMEM(lO%FCS-^^)4 , -e^«L 

fc. 

20 (3) ^fei^RNAiai 

M£«M$>fc"!) 2X 1 0 6 «f«U FR9 0 1 2 2 8 (5 ng/mL) 
flRSETt?3f3fel*BB## Lfco TRIZOL reagent (GIBCO-BRL) £fflV\ tfefls 

(4) 

25 RNAfi Taq-man reverse transcription reagent (PE Biosystem) ^rfflV^jisf^ 
ttW#tfl§V^jS?(B^tfc. ^-0#, p 2 1 jfrfr^W: SYBR green PCR master mix 
(PB Biosystem) & J; t* primer 5'-GGC AGA CCA GCA TGA CAC ATT-3' (p21 
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upstream) (fiai*E*IJ## 1 ) , 5' -GGA TTA GGG CTT CCT CTT GGA G-3' CBB^U 
mmm%2) Zm^mftUW^m^mm^, ABI 7700 PRISM sequence 
detector (PE Biosystem) T^tti bfc 0 p 2 1 itfc*©38Mfi, PW« 

^f^@4l^f D -fytf hPT-FR 9 0 1 2 2 8 £ ^ «t 0 ft 

uwtpc-3-(B4 (a)) <z>p 2 iat^i§m±#^abnfc 0 -*ach. 
Nttip 2 lfce^oaaji^a&ftfcfrofc (04 (b)) 0 mmm^ 

\Zte^X, PC-3»z:*3V>"Ct4p2 1*e^f±ISfcA/if«aU"CV^V^ AC 
10 " HNt*5V>Tf±p 2 lit^Olim^abtbfc (0 4 (c))„ 

^ _ Kv ^ * co^T^ t b PC-3f fcfiWK* A C H N Sr^ffi Lilt 

*©*t §«S 1 0 0~3 0 Om g 0 1 2 2 8 3. 2m g 

15 y TAs94 AP CRtp 2 l&^fc.fctfc -my c it^£>3§mfi£P 

^ fCo c _ my cig^^tiSYBR green PCR master mix (PE Biosystem) & 

XXf primer 5'-GAC AGA TCA GCA ACA ACC GAA A-3' (human c-myc upstream) 
(Mnmmmm^ 3 ) , 5' -TTG TGT GTT CGC CTC TTG ACA T-3' (human c-myc 
downstream) (Bft&£OT**4) t|V^W*^>ii-U ABI 7700 

20 PRISM sequence detector (PE Biosystem) "C'^tU bfc c • 

H*SrH5^-t-. ^tf^&Vv-C, PC-3ttFR9 0 1 228M3 
tifW&Z¥-?\Z.p 2 lltfeiF©^m±#^I.e)tbfci (0 5 (a)), ^ACH 
NT?{4p 2 m^©*a±#aS*btb**»ofc (0 5 (a))„ c-my cjtfi 
^fiPC-3 -C*a©teT^ fLhfr1±&. A C H N T?t±*a©±*« s * ftfc 

25 (05 (b))„ 
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(l) 

5 ffiH FK2 2 8 (FR9 0 1 2 2 8) 
&mm& : 5 0 n g/mL 

JtSr^**-C©»WU:«rf? LT 5 0 n g /mL^SrpM 

io « : $^ mwmm) 

(ACHN) v 

DMEM (PC-3, ACHN/BK R PM I 1 6.4 0 (U 9 3 7/1) 
V^ftt>HW£*»EM£^Bf.fc&A#. ££>K> FCS (Moregate) 
15 Penicillin-Streptomycin (ICN Biomedicals Inc. ) &"a#i _ 5o 

RNAjftW RNeasy Mini Kit (50) (Qiagen) 

RNase, DNase free water (Life Technologies) 
DNAM Superscript Choice System (Life Technologies) 

20 T7-(dT)24 Primer (Amersham Pharmacia) 

c RNA-a155c BioArray RNA Transcript Labeling Kit (Amersham Pharmacia) 
cRNA®fM''fb Trizma Base (SIGMA) 

*BI& (SIGMA) 

g^-r^v^A (SIGMA) 

25 Bl*#!> ( SIGMA > 

/^j-fy ¥<i J £—*S-al' Eukaryotic Hybridization Control Kit (Amersham 

Pharmacia) 

22 
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0. 5M EDTA solution (SIGMA) 
MES Sodium Salt (SIGMA) 
MES Free Acid Monohydrate (SIGMA) 
Herring Sperm DNA (Promega) 
5 Acetylated Bovine Serum Albumin Soln. (Life 

Technologies) 

^fe Phycoerythrin-Streptavidin (Molecular Probes) 
Goat IgG, Reagent Grade (SIGMA) 

Anti-streptavidin ab (goat), biotinylated (Vector Lab) 
10 ffiffl chip HuGene FL T W (Amersham Pharmacia) 

(2) fflilBNAttffl 

F 7 5 yy^^X^ y7;ny Hcftofct: VBMBM (PC - 3, U937, 
ACHN) % h V ^Vy»J; \) ^-—MfaOmnmZ-l^ F7577^35* 

\mmL2A^mmmvtz 0 mmmz&xx, mm^mmmi smLfcwi o 

15 f&^S (5 0 n g/mL) OFR9 0 1 2 2 8 2 m L (0. 

ilii^iXT RNeasy Mini Kit (50) .(Qiagen) (Dy°u h^M^o 
T^RNA&ftlttl Lfc c RNAMU MM.foW)X$feMl'tc 0 

(3) c RNA©^ 

20 GeneChip-7^3.T^©||2*~^4#, RNeasy Mini Kit joit^RNA 

Transcript Labeling Kit tf)-7-^T/M-t£V\ RNA©m cDNAO^l 
cRNA^ cRNAWiltl^ffofc, 

(4) M/!)^f^3y, ifcft-m&s x*-ry~yy 

A^f^D^f-v'ay, *3c^y~y?t± GeneChip ^ T 

25 ^C0^5$~^7$iC^orfTofCo 

(5) « 

GeneSpring (-7/f ^DTWf'"^^^^ ^ : Silicon Genetics tfcM) & 

23 
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FK2 2 8r&%:mmmMX*hZ>K htfrfiJ**PC--3:lsJ:tffc by^MU 

9 3 7, ^f>mcFK2 2 8t£»«»T*fc3t: hfiiACHN^yif 
5 h P tjo^t F K 2 2 8 -?r<Df&RNA£ttttiU GeneChip 

^V>T^mWtl^7 0 7 0itfe-?-^VNTFK2 2 8^ioTBm^bi-5 

FK2 2 8[aotWfM5l^©^^©^^ lsX%m*KB&} 
10 ^k-fSat^SrSWbfc (GeneSpring : &X<D9*mt'0. 5te 

FK2 2 8 i!7 2«»$tfc»PC-3, U 9 3 7 *3.fctf ACHNfc 
M1-5«WJ^«IC S0 jB«Mtb3. 17, 3. 2 0*3.fctM. 25 

a & k p-r s sse^ tt^x ©anus \mmmfcir-z> r. t 

7 : JHS^ ^ y^a5FK2 2 8 ©IHWlBfSKlfcrt 5 Jt6^*^ 

20 (-r^f#) 

FK2 2 8©k hffl»lia^*5ft5^Vlf^-C<Djte^m^S.^-r^^> 

' (1) ^Stttf* 
25 FK2 2 8 (FR9 0 1 22 8) 

3&4j£ : lOmg/kg 

: 1 OmL/k g 
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« : 1 0 % HC0-60/saline 

nm : mm mmmm) 

t hwiu.B"MP C- 3 (®^Jt 3mmX3mmX3mmA^ 
s.c.) 

3mmX3mmX3mm/v!)7 ^RtSMfc s.c.) 

t ffllACHN (TOtf 3mmX3mmX3mmA^ # 

ttffift s.c.) 

t MMA4 9 8 ; ATCCi »9 (Jli^Jt 3mmX 3mmX 
10 3mm/v^X ^*t» s. c. ) 

^H)#> £tt£ BALB c/ nu/nu 
RNAttW RNeasy Mini Kit (50) (Qiagen) 

RNase, DNase free water (Life Technologies) 
DNAM Superscript Choice System (Life Technologies) 
15 (^jytf^— y) 

T7-(dT)24 Primer < (Araersham Pharmacia) 
c RNA-£-J$ BioArray RNA Transcript Labeling Kit (Amersham Pharmacia), 
c RNAifK-fb Trizma Base. (SIGMA) 

*.mm (sigma) 

20 &9tT A (SIGMA) 

y ?A (SIGMA) 

^-f :/U i/B > Eukaryotic Hybridization Control Kit (Amersham 

Pharmacia) 

0. 5M EDTA solution (SIGMA) 
25 MES Sodium Salt (SIGMA) 

MES Free Acid Monohydrate (SIGMA) 
Herring Sperm DNA (Promega) 
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Acetylated Bovine Serum Albumin Soln. (Life 
Technologies) 
chip HuGene FL T V-i (Amersham Pharmacia) 

(2) WailtRNAlffl 

5 Fvr>^.(7)^T^3mm^OSl5ijt (PC-3, SC-6 N A C HN N A 

4 9 8) ^iUll^t^^i^lOOmg (g#9mm, gg8m 
m) |:fto«tFR9 0 1 2 2 8-- 1 Omg/k g^»!^4lfc„ F 
R9 0 1 2 28KI0, 0. 5. 1, 2*8 *tMI*Wfftfc:W«:ttfflU 
RNeasy Mini Kit (50) (Qiagen) <D7°u h 3;H-^oTiRN A^rttHJ Ufc„ R 

10 NA^iU ttft*»T?«t»Ufco 

(3) cRNA©^ 

GeneChip V5a7/V©l2$~l4$s RNeasy Mini Kit *5J:0RNA 
Transcript Labeling Kit COt-^-T/W^V^, RNAOffSSk cDNAO^ 
cRNAO^, c RNA<ft$rJvfb£TTofc 0 

15 (4) /^yy^f-vay, ffi^-^fe, 

M^jy^^ay, 25fc$— ^.dr^V^^^ttGeneChip^^aT 

( 5 ) mm 

GeneSpring (*r>f ^ P T W T^-^fiW V 7 \- : Silicon Genetics *±$9 & 
20 fflV^flPffi&fTofco 

Ii^A4 9 8tl?^tFR 9 0 1 2 2 8 1 Omg/k g Sf|MRrtfi!4 Lift 
(0, 0. 5 N 1, 2i3j;tF4W KUgaf.Srfl&mU ^»&RNA£rtffl 
25 U GeneChip SrfflV.^Ttft^ffi* 7 0 7 0 Jtfc^fcoVvC F R 9 0 1 2 28CJ; 
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ifiA4 9 8Cs FR9 0 1 2 2 8 3. 2 m g / k g Lfcl&©*t5&WfW 
$^»9 8l 8 4%, 2 0%*5j:^2 9%T*fo5ri:^e>, PC- 3*5 
«fc^SC-6&FK2 2 8lg£&Mx ACHN*5j:tfA4 98&FK228& 

5 §H»J8 : FK2 2 8 Jggtettfcft bW- F K 2 2 8fiftttffi«^*3rtS3ft^ 
ftk F K 2 2 8 oUSb £ ©«HRI«*P^fc. 6 ©>f ^bT h a WRt-Ssv^ 

io as«*M-s*£rP (ioo« tam %titb<Dfc&*kmmzttM&hz>fr 

15 ^|gW®<ffi^|4ffi1i-ei§5i©i«V^jl^^4^M ) ffiLfc (*l)c Hfc, 4 
is* haT*FR9 0 1 2 2 8&Sfc:J:U*^tfS*feJ>-r« 1 0 Ofi©*^©^, 
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*1 (Sensitive Tumor) T*#§«Sffi< fifttttttf (Resistant 

Tumor)T*m^ffiV^fi^*fcf4SSttllta5 (Sensitive Tumor) T^*W£< 
JStfcttffi^ (Resistant Tumor) X^W&^Mfc* (^yt^Rt'FR 9 0 1 2 

5 2 8&mte£vmm*±:&i-z>mfc*) 



Sensitive Tumor (High) and Resistant Tumor (Low) 

M 1 3686_s_at (SFTP I) pulmonary surfactant-associated protein 

U681 1 l_at (PPP1R2) Source: Human protein phosphatase inhibitor 2 (PPP1R2) gene, exon 6 and complete cds. 
U6052 l_at (CASP9) caspase 9, apoptosis-related cysteine protease 
LI 9783_at (PIGH) phosphatidylinositol glycan, class H 
X60487_at(H4/h) 

J04056_at (CBR1) carbonyl reductase 1 

Sensitive Tumor (Low) and Resistant Tumor (High) 
U56998_at (CNK) cytokine-inducible kinase 
X68277_at (DUSP1) dual specificity phosphatase 1 
U65092_at (MSG1 ) melanocyte specific gene 1 
X01703_at Source: Human gene for alpha-tubulin (b alpha 1). 
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*2 r^Sttfli^ (Sensitive Tumor) T^WiS < MK\kWM (Resistant 
Tumor) ^m^fSV^^^^MSttSt^ (Sensitive Tumor) X*%m*&< 
n^mm (Resistant Tumor) "e»SO*V^ (>f V If h * Tf F R 9 0 1 2 
5 2 8Mt± DMWtSlfifl 



Sensitive Tumor (High) and Resistant Tumor (Ldw) 

X74987_s_at (RNASELI) ribonuclease L (2\5 r -oligoisoadenylate synthetase-dependent) inhibitor 
J03801Xat (LYZ) lysozyme (renal amyloidosis) 

U09578_at (M APKAPK3) mhogen-activated protein kinase-activated protein kinase 3 
D50678_at (LRP8) low density lipoprotein receptor-related protein 8 

Sensitive Tumor (Low) and Resistant Tumor (High) 
Y10375_s_at(SlRP-a1phal) 

Z14982_riial_at (MHC-encoded proteasome subunit gene LAMP7-EI) alternative splicing 
X62048j»t (WEE1) weel+ (S. pombe) homolog 

X71 874_cds l_at (PSMB 1 0) proteasome (prosome, macropain) subunit, beta type* 10 

U32849_at (NMI) N-myc (and STAT) interactor 

D55716_at (Plcdc47) Source: Human mRNA for Plcdc47, complete cds. 

M98045jrt (FPGS) folylpolyglutamate synthase U21551_at (ECA39) Source: Human ECA39 mRNA, complete 
cds. 

U06681jrt 

U07620_at (PRKM10) protein kinase mitogen-activated 10 (MAP kinase) - 



b^f ? T*^7-*Bi.*iS^t**i"*FK2 2 8 (WfcFR9 0 12 2 
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i-% 0 bfc^ox, mmxcomm, mzmt>M\mmz®ij% l#5 c tit., *m 

IflW-^l : p 2 1 mRNACPCRf^-fv^i LTfEffll-^ < l£ff-£ ft 
10 g3?IJ#-^2 : p 2 1 mRNA©PCR|/7-l'^^ LTff^-f ^ < ^ff^ft 

@a^lJ#-^-4 : c-myc mRNAWPCRffl^-f^t LXffflf-<<l|t 
15 tSUnttV Utf-^K. 

Sa^lJ#-^5 : X a a fiiCNH 2 C (CHCH 3 ) COOHT^^W75/it 

SCOOHCH 2 CH (CHCHC 2 H 4 SH) OH©*/Vt^^H^l# 

20.5V a 1 ©#/U##5'A'S£ffr£U SHS^2f lOT^ySWCy s© 

, B*-em^$ttfe#jp2 0 0 1-2 5 0 8 46&mmt lx&*>*: • 

25 
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3 3 . wnoim 2 5 ~ 3 2 <D^nMzm^<Dm%B%)%<£>wimfe%^^% 

5 34. FK2 2 8 ©»^il<DMl i: ^ "9 #5it^^^5^T'$)oT, 
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SEQUENCE LISTING 
<110> FUJISAWA PHARMACEUTICAL CO., LTD. 

<120> Pharmaceutical use of histone deacetylase inhibitor 
and evaluation method of its antitumor effect 

<130> 09491 

<150> JP 2001-250846 
<151> 2001-8-21 

<160> 5 

<210> 1 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Oligonucleotide designed to act as primer for PCR of 
p21 mRNA. 

<400> 1 

ggcagaccag catgacacat t . 21 

<210> 2 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Oligonucleotide designed to act as primer for PCR of 

1/3 
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p21 mRNA. 

<400> 2 

ggattagggc ttcctcttgg ag 

<210> 3 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Oligonucleotide designed 
c-myc mRNA. 

<400> 3 

gacagatcag caacaaccga aa 

<210> 4 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Oligonucleotide designed 
c-myc mRNA. 

<400> 4 

ttgtgtgttc gcctcttgac at 

<210> 5 
<211> 4 
<212> PRT 

<213> Chromobacterium sp. 
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to act as primer for PCR of • 
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to act as primer for PCR of 
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<220> 

<221> SITE 
<222> (3) 

<223> Xaa is an amino acid represented by the formula 
NH 2 C(CHCH 3 )COOH. 

<220> 

<221> SITE 

<222> (1), (2), (4) 

<223> In the formula COOHCH 2 CH (CHCHC 2 H 4 SH) OH, the carboxylic 
group is bonded with the amino group of the first amino acid 
Val, the hydroxyl group is bonded with the carboxylic group 
of the fourth amino acid Val, and the SH group is bonded 
with the SH group of the second amino acid Cys via a 
disulfide bond. 

<400> 5 

Val Cys Xaa Val a 
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